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AN ASSAY 



Cross-Ref erence to Related Application. 

This application- claims priority from U. S. Provisional Application 
No. 60/179,948, filed on February 3, 2000. 
FIELD OF THE INVENTION 

5 The present invention relates generally to an assay for detecting variant Hepatitis B vinises 
(HBVs) which exhibit altered sensitivity to agents. The variant HBVs are deUvered to cells 
using a baculovims vector. The same agents generally have a particular effect or absence 
of effect on a reference HBV. The altered sensitivity is in relation to the effects of the 
agent on one or more stages of infection, replication, assembly or release of vinis or virus- 

10 like particles including any intermediary steps during the processes of viral infection, 
replication, assembly and/or release. The identificarion of variant HBVs with altered 
sensitivities to anti-HBV agents provides a means of monitoring cross resistance, or the 
development of new therapeutics effective against variant HBVs with altered sensitivities 
to other anti-HBV agents, as well as monitoring therapeutic protocols which may then 

15 need to be modified to ensure the appropriate anti-HBV agent is administered or that the 
appropriate therapeutic protocol is instituted. The present invention further provides 
variant HBVs detected by the assay of the present invention and to components thereof as 
well as recombinant, chemical analogue, homologue and derivative fonns of such 
components. 

20 

BACKGROUND OF THE INVENTION 

Reference to any prior art in this specification is not, and should not be taken as, an 
■ acknowledgment or any form of suggestion that this prior art forms part of the common 
25 general knowledge in Australia or any otlier country. 

Bibliographic details of the publications numerically referred to in this specification are 
collected at the end of the description. 

30 Specific mutations in amino acid sequence are represented herein as "Xaa,nXaa2" where 
Xaa, is the original amino acid residue before mutation, n is the residue number and Xaaj 
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is the mutant amino acid. The abbreviation "Xaa" may be the three letter or single letter 
amino acid code. A mutation in single letter code is represented, for example, by XmX: 
where Xi and Xi are the same as Xaai and Xaa:, respectively. The amino acid residues for 
Hepatitis B virus DNA polymerase are numbered with the residue methionine in the motif 
5 *Tyr Met Asp Asp (YMDD)," being residue number 550. 

The reference HBVjs considered herein to comprise a composite or consensus nucleotide 
or amino acid sequence from HBV genotypes A through G (1 , 2). 

10 The rapidly increasing sophistication of recombinant DNA technology is greatly 
facilitating advances in the medical and allied health fields. This is particularly the case 
with the generation of therapeutic compositions and recombinant vaccines. Recombinant 
technology is providing the genetic bases for screening or identifying useful components 
for therapeutic compositions. 

15 

Hepatitis B virus (HBV) can cause debilitating disease conditions ranging from subclinical 
infection to chronic active hepatitis and can lead to acute liver failure or fulminant 
hepatitis. 

20 Most patients will suffer an acute hepatitis during which time the virus is eliminated. In 
fuhninant hepatitis, patients have acute liver failure and this frequently leads to patient 
death. About 5% of patients in North America and Europe fail to eliminate the virus, 
whereas in West Africa, up to 15% of infected patients fail to clear HBV (3). Persistent 
HBV infection predisposes the host to chronic liver disease and hepatocellular carcinoma 

25 (4). 

The HBV genome comprises a series of overiapping genes in a circular, partially double- 
stranded DNA molecule (5) [see also Figure 1]. These genes encode for four overiapping 
open reading frames. For example, the gene encoding the DNA polymerase overiaps the 
30 viral envelope genes (Pre-Sl, Pre-S2 and S) and partially overiaps the X and core genes. 
The protein component of the small HBV surface protein is generally referred to as the 
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HBV surface antigen (HBsAg) and is encoded by the S gene sequence. The Pre-Sl and 
Pre-S2 gene sequences encode the other envelope components (6). The core open reading 
frame encodes for both the hepatitis B core protein (HBcAg) and HBeAg, which starts 
from a precore initiation codon. HBV variants can have single or multiple mutations in one 
5 or more of the overlapping genes. 

The HBV DNA polymerase is a reverse transcriptase (i.e. an RNA dependent DNA 
polymerase) and also has DNA dependent DNA polymerase as well as primase and RNase 
H activity. Nucleoside analogues have been used to inhibit HBV DNA replication. 
10 However, mutations have arisen in the gene encoding the HBV DNA polymerase resulting 
in the development of HBV variants resistant to the nucleoside analogues. Resistance may 
occur to a single nucleoside analogue or cross-resistance may also occur to an entire family 
1^ of nucleoside analogues. Furtheraaore, when the mutation occurs m a region overlappmg 

f'^-' with the gene encoding HBsAg, alterations may occur to the HBsAg itself leading to the 

In 

. n 15 development of vaccine escape mutants. 

1^ 

Some precore variants of HBV result in hepatitis B e antigen (HBeAg)-negative hepatitis 
B. Seven to 30% of patients with chronic HBV infection woridwide are HBeAg-negative 
and are positive for HBV DNA by hybridisation using commercial tests. One such variant 
20 is unable to synthesize HBeAg. A single base substitution (G-to-A) at nucleotide 1896 
(Ai896; numbering from the unique ^coRI site) gives rise to a translational stop codon in 
the second last codon (codon 28) of the precore gene. Other precore and basal core 
promoter (BCP) mutations are listed in Table 1. Since the core gene itself is not affected, 
synthesis of the core protein proceeds normally enabling production of virions. Precore 
25 Ai896 mutations occur in both anti-HBe-positive patients with mild disease and those with 
high level viraemia and severe chronic hepatitis, suggesting that there is not a direct causal 
association with chronic progressive disease. However, infection with precore mutant virus 
has been associated with fulminant hepatitis and in the transplantation setting, graft failure 
(15). 
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The HBsAg comprises an antigenic region referred to as the "a" determinant (7). The "a" 
deteiminant is complex, confoimational and dependent upon disulphide bonding among 
highly conserved cysteine residues. Genetic variation leading to changes in the "a" 
determinant has been impUcated in mutants of HBV which escape the immunological 
5 response generated to conventional vaccines (8-12). One particularly common mutation is 
a glycine (G) to arginine (R) substitution at amino acid position 145 (G145R) of HBsAg. 
This mutation affects the "a" epitope region. 

The increasing reliance on chemical and immunological intervention in treating or 
10 preventing HBV infection is resulting in greater selective pressure for the emergence of 
.3 variants of HBV which are resistant to the interventionist therapy. Due to the overlapping 

jO genomic structure of HBV, HBV variants, may be directly or indirectly selected for by the 

m use of chemical agents or vaccines. 

!g 15 It is important to be able to detect variant HBVs so that appropriate steps can be taken to 

^'^ modify a therapeutic protocol. This is also particulariy important in the development of 

new therapeutic agents to be effective against known resistant variants of HBV and also 
when cross resistance develops within a family of chemically related anti-viral agents. 
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^ 20 HBV baculovirus mediated HBV replication is a transient system and does not require 

integration of the HBV viral genome. This system was recently described by Delaney et al. 
(13, 14). The HBV baculovirus system has a number of advantages over standard transient 
transfection systems and cell Unes expressing HBV. 

25 In the study of HBV replication and the development of therapeutic agents directed against 
HBV, some cell lines have been developed which arc capable of expressing HBV DNA. 
However, these cell lines were developed using HBV DNA sequences under the control of 
heterologous promoters or heterologous regulatory sequences which are unlikely to mimic 
the situation in a naturally infected cell. 
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Furthermore, cell lines commonly used to study HBV contain multiple copies of integrated 
HBV DNA. Hepadnavirus genomes are maintained in the nucleus of infected cells in vivo 
as a pool of episomal, covalently closed circular (CCC) DNA molecules. Although the 
integration of HBV DNA in human liver has been reported, it is not an obUgatory part of 
the HBV lifecycle and integration is not required for HBV replication. In addition, when 
integrated HBV DNA is found, it is frequently rearranged and is often transcriptionally 
silent. Because HBY expressing cell lines contain stably integrated HBV DNA, viral gene 
expression and replication is continuous; therefore, it is not possible to experimentally 
control the time or conditions under which these processes are initiated. Stable HBV 
expressing cell lines contain fixed numbers of integrated typically head-to tail orientated 
HBV genomes and, as such, HBV gene expression and replication levels cannot be 
regulated and are restricted to the number of integrated copies which each cell line 
contains. Consequently, it is not possible to study the effects of increasing or decreasing 
the copy number of integrated HBV genomes without transfecting the cell line and/or 
selecting new cell lines. 

HBV baculovirus infection, even at high multiplicities, is not toxic to cells such as HepG2 
or Huh-7. HBV expression can be enhanced or prolonged in a population of HBV 
baculovirus infected cells simply by superinfection of the cultures. 

One major difference between baculovirus-mediated gene transfer of HBV to HepG2 cells 
and stably transfected cell lines is the ability to synchronously initiate the repUcation 
process. In a stably transfected HBV cell line, such as a derivative of the HepG2 cell line 
referred to as "2.2.15", each cell contains virus at all phases of the repHcation cycle. In 
contrast, HBV baculovirus infection can be used to synchronously start HBV replication 
in, for example, HepG2 cells because these cells contain no viral products before infection. 
In HBV baculovirus infected HepG2 cells, it is possible to follow the time course for 
secretion of both HBsAg and HBeAg with time after infection using the appropriate 
recombinant HBV baculovirus. 
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There is a need, therefore, to develop a baculovirus system to screen for speciSc HBV 
variants having altered sensitivities to particular agents. 
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SUMMARY OF THE INVENTION 

Throughout this specification, unless the context requires otherwise, the word "comprise", 
or variations such as "comprises" or "comprising", will be understood to imply the 
5 inclusion of a stated element or integer or group of elements or integers but not the 
exclusion of any other element or integer or group of elements or integers. 

Nucleotide and amino acid sequences are referred to by a sequence identifier, i.e. <400>1, 
<400>2, etc. A sequence listing is provided after the claims. 
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The present mvention relates generally to an assay for detecting a variant HBV which 
" J exhibits altered sensitivity to agents. In particular, the assay comprises the use of a 

baculovirus system to screen for sensitivities of HBV variants to particular agents. The 
agents contemplated herein include chemical agents such as nucleotide and nucleoside 
15 analogues and non-nucleoside analogues, immunological agents such as antibodies and 
cytokines as well as other therapeutic molecules. These agents generally but not 
exclusively have a known effect against a reference HBV such as inhibiting or reducing 
HBV infection, replication and/or assembly or release of virus or virus-like particles. The 
p- assay generally comprises detecting a variant HBV which exhibits an altered sensitivity to 

20 an agent by first generating a genetic construct comprising a replication competent amount 
of the genome from the HBV variant contained in or fiised to an amount of baculovirus 
genome capable of infecting cells. Before, during or after the cells are infected, an agent to 
be tested is brought into contact with the cells. There is an optional further step where the 
cells are again infected with the same construct or a genetic construct comprising the 
25 genome of an HBV wild-type or other HBV variant. The cells are then cultured for a time 
and under conditions sufficient for the variant HBV to replicate, express genetic sequences 
and/or assembly and/or release virus or virus-like particles if resistant to the agent The 
cells, cell lysates or culture supernatant fluid are then subjected to viral- or viral- 
component-detection means to determine whether or not the HBV variant has replicated, 
30 expressed genetic material and/or assembly and/or has been released in the presence of an 
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agent. The presence or absence of the detectable components provides an indication of 
resistance or sensitivity to the agent. 



BRIEF DESCRIPTION OF THE FIGURES 

Figure lA is a diagrammatic representation showing overlapping genome of HBV. 

5 Figure IB is a diagrammatic representation showing examples of the major mutations 
detected in the precpre, envelope and polymerase genes. 

Figure 2 is a representation of the amino acid consensus sequence from HBV DNA 
polymerase proteins encompassing/fegions which are conserved in the RNA polymerase 
10 protein. These regions are shoym as domains A-E and are underlined. In the consensus 
sequence the M in the YMETO motif is designated as amino acid number 550. The amino 
acids which are subjec|?^{o mutation during 3TC and/or FCV treatment are shown in bold. 
An asterisk (*) indiwtes greater than three amino acid possibilities at this position of the 
consensus sequ^ce. The HBsAg major hydrophilic region containing the neutralisation 
15 domain is mflicated by a double line and the polymerase mutations which alter the HBsAg 
are indip^ed in italics. 

Figure 3 is a representatim of the nucleotide sequence from various strains of HBV 
encoding the surface anti^n. The amino acid sequence of the surface antigen beginning at 
20 amino acid 108 is shoym above the nucleotide sequence. 

Figure 4A is a diagrammatical representation of pBBHVBl.28 carrying the HBV 1.28 
genome. 

25 Figure 4B is a diagrammatical representation of pBBHVBl.5 carrying the HBV 1.5 
genome. 

0 Figure 5B is the representati/On of the nucleotide sequence of IIBV 1 .5 genome. 
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Figures 6A and 6B are graphical representations of antiviral testing performed with wild- 
type HBV baculovirus using A, 3TC; B, PMEA. 

Figure 6C is a photographic representation of a Southern blot showing the effect of PCV 
on wild-type HBV baculovirus. 

Figures 7A to 7C afe graphical representations of antiviral testing performed with L526M 
HBV baculovirus using A, 3TC; B. PMEA; C. PCV. 

Figures 8A to 8C arc graphical representations of antiviral testing performed with 
L526M/M550V HBV baculovirus using A, 3TC; B, PMEA; C, PCV. 

Figures 9A to 9C are graphical representations of antiviral testing performed with M550I 
HBV baculovirus using A, 3TC; B, PMEA; C, PCV, 

Figure 10 is a graphical representation showing the competition of radio-labelled [a^^P]- 
dCTP by cold dCTP using the endogenous polymerase assay with particles prepared from 
baculovirus infected cells. 

Figures llA to IIC are photographic representations showing Southern blot of the 
intracellular and extracellular HBV DNA production from HepG2 cells transduced with 
wildtype (WT) and prccorc (G1896A) recombinant HBV-baculovirus exposed to 
increasing concentrations of (A) adefovir, (B) lamivudine and (C) penciclovir. IC, 
intracellular; EC, extracellular; RC, relaxed circular HBV DNA; DS, linear double- 
stranded HBV DNA; SS. single-stranded HBV DNA. 

Figure 12 is a photographic representation showing Southern blot of intracellular and 
extracellular HBV DNA production from HepG2 cells transduced with various 
recombinant HBV-baculovirus M550I, precore.^5501, L526M/M550V and 
precora/L526M/M550V. 
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Figures 13A to 13F arc photographic representations showing Southern blot of 
intracellular and extracellular HBV DNA production from HepG2 cells transduced with 
recombinant HBV-baculovirus [M550I and precore/M550I (Figures 13 A, 13C, 13E) 
L526M/M550V and precore/L526M/M550V (Figures 13B, 13D, 13F)] exposed to various 
concentrations of adefovir, or lamivudine, or penciclovir. The extracellular virus 
production from cells transduced with L526M/M550V was too low to be measured. IC, 
intracellular; EC, extracellular; RC, relaxed circular HBV DNA; DS, linear double- 
stranded HBV DNA; SS. single-stranded HBV DNA 
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The following abbreviations are used in the subject specification: 



a 



^1 ' 



r-1 




Abbreviations 

3TC,LAM 
PMEA 



9-[4-hydroxy-3-(hydroxy methyl)but-l-y]Jguanine 
Aminu aciG mom trom HB V DNA polymerase; Try Met Asp 
Asp; the Met is residue 550 
Hepatitis B virus 
Any amino acid 
Viral envelope genes; S encodes HBsAg 
HBV surface antigen 
Covalently closed circular DNA 
Multiplicity of infection 
plaque fonning units 
Deoxyribonucleic acid 



hepatitis B e antigen 
Ribonucleic acid 
Polymerase Chain Reaction 
Enzyme Linked Immunosorbent Assay 
Post infected 
Polymerase gene 
intracellular 
extracellular 
Relaxed circular HBV DNA 
Linear double stranded HBV DNA 
iimgle-stranded HBV DNA 
lactate dehydrogenase 
Famciclovir 
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DETAILED DESCRIPTION OFTHE PREFERRED EMBODIMENTS 

The presen, inve^don provides a„ assay ustag variant HBV baculovinH to screen for 
sensiUvides of HBV variants ,„ par,.,^ ,,,„^. 

occlustvely have a kno™ eflee, aga^, a reference HBV such as inh.^i.tag or reducing 
rav mfeetron, replication and/or assembly and/or release of or vims-like particles 
The present invent.™ provides an assay to screen for the sensitivides of HBV variants to 

pattcular agents. Th-ese agents generally butnot exclusively haveataown effect againsta 
reference HB V «,ch as inhibiting or reducing HBV infection, replicadon an*or assembly 
10 and/or release ofvirus or virus-like paidcles. 

The present invenrton is predicated in part on the identification of HBV variants which 
have altered sensitivity to agents which would, under standard condition., have a particular 
effect or absence of effect on a reference HBV. 
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Generally, although not exclusively, the agent inhibtts or reduces HBV infe«ion 
rephcation and/or assembly and/or release of vin. or virus-Iike particles. He assay 
determmes wheti^er tite agent has the same effect on a particular variant HBV The assay is 
^so usetitl in detennining tite extent of cross resistance within a ^oup of chemically or 
tectionally related anti-viral agents. In one embodiment, the variant HBV is an escape 
mutant. The present invention extends, however, to the case where an agent has Utile effect 
on a reference HBV but is etTective against the variant HBV. For tite present purposes, a 
reference HBV is convenienUy regarded as a "wild-type" HBV. 

25 The tenn "variant" is used in its broad«t context and includes mutants, derivatives 
modtfied and altered fonns of an HBV relative to a reference HBV A variant generallj 
contatns a single or multiple nucleotide substiti,tion, addition and/or deletion or tiuncation 
mutation in the viral genome and a corresponding single or multiple ammo acid 
substitiition, addition and/or deletion or »uncatio„ in a vira, peptide, polypeptide or 
protein. 
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sensm-vity to an agent, said n^ethod con^prising:- 



20 

optionally further infecting said cells with 

He.e.cconst.ctco.pn-singthegeno.e™v!dr^ 

V wild-type or another HBV variant; 



vanant 
virus or virus- 



- Preftrably. fte aKered sensidvity deludes a„ effect o= vi • , 

orfimcliooallyretaedaEsnl^s,™. . w more chemically 

=d agen. a. „ayoccu.du™,g ^e deve,op.on, Of cro^resi^anee 

•ng, replicating, assembly and/or release in the 
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presence of an agent which inhibits or reduces infection, replication, assembly and/or 
release of a reference HBV said method comprising:- 

generating a genetic construct comprising a replication competent amount 
5 of said variant HBV genome contained in or fused to an amount of a baculovirus genome 
capable to infect cells and then infecting cells with said construct; 

contacting said cells, before and/or during and/or after infection, with the 
agent to be tested; 

10 

optionaUy further infecting said cells with the same genetic constnict or a 
genetic construct comprising the genome of HBV wild-type or another HBV variant; 

culturing said cells for a time and under conditions sufficient for the variant 
15 HBV to replicate, express genetic material and/or assemble and/or release viras or virus- 
like particles if resistant to said agent; and 

subjecting the cells or ceil lysates to viral- or viral component-detection 
means to detennine whether or not the variant virus has replicated, expressed genetic 
20 material or assembled and/or been released in the presence of said agent. 

TT:e optional step referred to above encompasses testing of the effects of co-infection by 
the same or other HB Vs. 

25 Accordingly, another aspect of the present invention provides a method for detecting a 
vanant HBV which is capable of infecting, replicating, assembly and/or release in the 
presence of an agent which inhibits or reduces infection, replication, assembiv and/or 
release of a reference HBV said method comprising:- 
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gencrating a genetic construct comprising a replication competent amount 
of said variant HBV genome contained in or fused to an amount of a baculovirus genome 
capable to infect cells and then infecting cells with said construct; 

5 contacting said cells, before and/or during, and/or after infection, with the 

agent to be tested; . 

optionally further infecting said cells with the same genetic construct or a 
genetic construct comprising the genome of HBV wild-type or another HBV variant at one 
10 or more times after the initial infection; 

culturing said cells for a time and under conditions sufficient for the variant 
HBV to replicate, express genetic material and/or assemble and/or release virus or virus- 
like particles if resistant to said agent; and 

15 

subjecting the cells or cell lysates to viral- or viral component-detection 
means to determine whether or not the variant virus has replicated, expressed genetic 
material or assembled and/or been released in the presence of said agent. 

20 The optional step refeired to above encompasses testing of the effects of superinfection by 
the same or other HB Vs. 

The detection of HBV or its components in cells, cell lysates and culture supernatant fluid 
may be by any convenient means. For example, total HBV DNA or RNA may be 
25 determined, replicative intermediates may be detected or HBV-specific products or gene 
transcripts may be determined. Suitable assay means includes PGR, nucleic acid 
hybridization protocols such as northern blots and Southem blots and antibody procedures 
such as ELIS A and Western blot may be employed. 



30 An example of an HBV variant of the present invention is a variant obtained following 
selective pressure in the clinical setting. One form of selective pressure is chemical 
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pressure (e.g. via nucleoside analogues) directed to the HBV DNA polymerase which 
selects for a mutation in the gene encoding HBV DNA polymerase. Due to the overlapping 
nature of the HBV genome, a corresponding mutation may also occur in the gene encoding 
HBsAg (see Figure IB). Accordingly, a mutation in one or more nucleotides encoding 
HBV DNA polymerase may have an effect on the nucleotide sequence encoding HBsAg. 

A viral variant may^ accordance with the present invention, carry a mutation only in the 
DNA polymerase or the surface antigen or may carry a mutation in both genes. The teim 
"mutation" is to be read in its broadest context and includes a silent mutation not 
substantially affecting the normal function of the DNA polymerase or surface antigen or 
may be an active mutation having the effect of selection of nucleoside analogue resistance 
or a vaccine escape mutant phenotype. Where multiple mutations occur in accordance with 
the present invention or where multiple phenotypes result from a single mutation, at least 
one mutation must be active or the virus must exhibit at least one altered phenotype such 
as nucleoside analogue resistance or reduced immimological interactivity of anti-HBs to 
the surface antigen of a reference HBV. 

The present invention/fextends to assaying any HBV mutant carrying a single or multiple 
substitution, additi^ and/or deletion or truncation in the amino acid sequence of the 
catalytic region off the HBV DNA polymerase as compared to the amino acid sequence set 
forth in Formula I which is considered herein to define a reference HBV:- 

^ FORMULA I 

SZ1LSWLSLDVSAAFYHZ2PLHPAAMPHLLZ3GSSGLZ4RYVA 
RLSSZjSZ^iZTXNZgQZgZioXXXZn LHZ12Z13CSRZULYVSLZ15LL 

YZ16TZ17GZ18KLHLZ19Z20HPIZ21LGFRKZ22PMGZ23GLSPFLLAQ 
F T S A I Z24 Z25 Z26 Z27 Z28 R A F Z29 H C Z30 Z31 F Z32 Y M* D D Z33 V L G A Z34 Z35 
Z36 Z37 H Z38 E Z39 L Z40 Z41 Z42 Z.3 Z44 Z45 Z46 L L Z47Z48 GIHLNPZ49KTKRWG 
YSLNFMGYZ50IG 



wherein: 



X 


is any amino acid; 


Zi 


is^N or D; 




is I or P; 


Z3 


is I or V; - 


Z4 


isSorD; 


Zs 


isTorN; 


z« 


isRorN; 


Z7 


is N or 1; 


Zg 


isNorYorH; 


Z9 


is H or Y; 


Zio 


is GorR; 


Zi, 


is D or N; 


Z,2 


is D or N; 


Zl3 


is S or Y; 


Zl4 


is N or Q; 


Zl5 


is L or M; 


Z,6 


is K or Q; 


Z,7 


isYorF; 


Z,8 


isRorW; 


Zl9 


isYorL; 


Z20 


is S or A; 


Z2l 


is lor V; 


Z22 


is I or L; 


Z23 


is V or G; 


Z24 


is C or L; 


Z23 


is A or S; 


Z26 


is V or M; 


Z27 


is V or T; 
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13 
111 

5 5 H 



10 



15 



20 



7 

Z.28 


IS iv or 




IS r or 


Z.30 


IS J— or V , 




is A or Vj 


Zi32 


ic 9 nr A' 




IS V or j-> or ivi, 


Z34 


IS jv or £v, 


^35 


IC Q nr T* 

IS 0 or 1, 


^36 


is V or Gj 


^11 


is Q or Ej 


^38 


ic T nr ^ nr P * 

IS J-j» or 0 or xvj 


Z39 


ic ^ nr P* 

IS 0 or r , 




ic F nr V- 

IS r or I , 




IS i or 




ic A. nr 

IS or 




ic V nr T' 

IS V or 1, 




ic T nr P* 

IS JL or 
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ic XT or ^* 

IS IN or 0 , 


Z46 


is F or V; 


Z47 


is S or D; 


Z48 


is L or V; 


Z49 


is Nor Q; 


Z50 


is Y or I; and 


M* 


is amino acid 550. 
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Accordingly, another aspect of the present invention provides an assay for detecting an 
HBV variant having an altered sensitivity to an agent, said variant HBV comprising a 
single or multiple amino acid substitution, addition and/or deletion or truncation compared 
to the amino acid sequence set forth in Fonnula I and wherein the variant HBV is selected 
30 for by a nucleoside analogue of the HBV DNA polymerase said method comprising:- 
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generatmg a genetic construct comprising a replication competent amount 
of the genome from said variant HBV contained in or fused to an amount of a baculovirus 
genome capable to infect cells and infecting said cells with said construct; 

contacting said cells, before and/or during, and/or after infection, with the 
agent to be tested; . 



10 
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optionally fiirther infecting said cells with the same genetic construct or a 
genetic construct comprising the genome of HBV wild-type or another HBV variant; 

culturing said cells for a time and under conditions sufficient for the variant 
HBV to replicate, express genetic sequences and/or assemble and/or release virus or virus- 
like particles if resistant to said agent; and 

subjecting the cells. ceU lysates or culture supernatant fluid to viral- or 
viral-component-detection means to detem:ine whether or not the van'ant virus has 
rephcatcd, expressed genetic material or assembled and/or been released in the presence of 
said agent. 



20 In a related embodiment the present invention is directed to an assay for an HBV variant, 
m which the HBV variant exhibits reduced sensitivity to an agent which othenvise inhibits 
or reduces infection, replication or assembly and/or release by a reference HBV. said 
vanant HBV comprising a single or multiple .amino acid substitution, addition and/or 
deletion or truncation compared to the amino add sequence set forth in Formula I, said 

25 method comprising:- 

generating a genetic construct comprising a replication competent amount 
of said variant HBV genome contained in or fused to an amount of a baculovirus genome 
capable to infect cells and then infecting cells with the construct; 



m 
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•21 



contacting said cells, before, and/or during, and/or after infection, with the 
agent to be tested; 

optionally further infecting said cells with the same genetic construct or a 
5 genetic construct comprising the genome of HB V wild-type or another HB V variant; 

cultufkig said cells for a time and under conditions sufficient for the variant 
HBV, express genetic material and/or assemble and/or release virus or virus-like particles 
if resistant to said agent; and 

10 

subjecting the cells or cell lysates to viral- or viral component-detection 
means to determine whether or not the variant virus has replicated, expressed genetic 
material or assembled and/or been released in the presence of said agent. 

15 Another HBV variant contemplated by the present invention is in the precore or the basal 
core promoter sequences. Precore mutations contemplated by the present invention include 
those listed in Tabic 1 and include. Particular precore gene and basal core promoter (BCP) 
mutations include A18I4T, C1856T, G1896A, G1897A, G1898A, G1899A, G1896A/ 
G1899A, A1762T/ G1764A, T1753C, G1757A and C1653T (where the numbering is from 

20 the unique EcoRl site in HBV). 

Accordingly, another aspect of the present invention provides an assay for an HBV variant 
with an altered sensitivity to an agent, said variant HBV comprising a nucleotide sequence 
containing a single or multiple nucleotide substitution, addition and/or deletion to the 
25 precore nucleotide sequence, said method comprising:- 



generating a genetic construct comprising a replication competent amount 
of the genome from said variant HBV contained in or fused to an amount of a baculovirus 
genome capable to infect cells and infecting said cells with said construct; 
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contacting said cells, before and/or during, and/or after infection, with the 
agent to be tested; 

optionally further infecting said cells with the same genetic construct or a 
5 genetic construct comprising the genome of HBV wild-type or another HBV variant; 

cultufing said cells for a time and under conditions sufficient for the variant 
HBV to replicate, express genetic sequences or assemble if resistant to said agent; an d 

10 subjecting the cells, cell lysates or culture supernatant fluid to viral- or 

viral-component-detection means to determine whether or not the variant virus has 
replicated, expressed genetic material or assembled in the presence of said agent 

Preferably, the HBV variant according to this aspect of the present invention has a precore 
15 gene or a BCP mutation as listed in Table 1. In a particularly preferred embodiment, the 
precore or a BCP mutation is selected from A1814T, C1856T, G1896A. G1897A, 
G1898A, G1899A, G1896A/G1899A, A1762T/ G1764A, T1753C, G1757A and C1653T 
(where the numbering is from the unique EcoRl site in HBV). 

20 In a related embodiment, tiie present invention contemplates an assay for an HBV variant 
which exhibits reduced sensitivity to an agent which otiierwise inhibits or reduces 
infection, replication or assembly and/or release by a reference HBV, said variant HBV 
comprising a nucleotide sequence comprising a single or multiple nucleotide substitution, 
addition and/or deletion to the precore nucleotide sequence, said metiiod comprising: - 

25 

generating a genetic construct comprising a replication competent amount 
of the genome from said variant HBV contained in or fused to an amount of a baculovirus 
genome capable to infect cells and infecting said cells with said construct; 



30 contacting said cells, before, and/or during, and/or after infection, with the 

agent to be tested; 
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optionally further infecting said cells with the same genetic construct or a 
genetic construct comprising the genome of HBV wild-type or another HBV variant; 

5 culturing said cells for a time and under conditions sufficient for the variant 

HBV to replicate, express genetic sequences or assemble if resistant to said agent; and 

subjecting thexells, cell lysates or culture supernatant fluid to viral- or 
viral-component-detection means to determine whether or not the variant virus has 
1 0 replicated, expressed genetic material or assembled in the presence of said agent. 

In another embodiment, the HBV variant comprises a precore mutation together with a 
mutation in the DNA polymerase or the corresponding mutation in the hepatitis B surface 
antigen (HBsAg). Preferred mutations according to this embodiment result from resistance 
to lamivudine (LAM) such as but are limited to a precore mutation together with 
L526M+M550V [M195ri or a precore mutation together with M550I [W196L, W196S or 
W196STOP]. The mutations given in parenthesis are the corresponding HBsAg mutations 
following a mutation in the HBV DNA polymerase gene. Preferred precore gene and BCP 
mutations are A1814T, C1856T, G1896A, G1897A, G1898A, GI899A, G1896A/G1899A, 
A1762T/G1764A, T1753C, G1757A, G1653T (Table 1). 

Accordingly, another aspect of the present invention provides an assay for an HBV variant 
with an altered sensitivity to LAM or another agent, said variant HBV comprising a 
nucleotide sequence comprising a single or multiple nucleotide substitution, addition 
25 and/or deletion to the precore nucleotide sequence, and the DNA polymerase gene and 
optionally the overlapping HBsAg nucleotide sequence said method comprising:- 

generating a genetic construct comprising a replication. competent amount 
of the genome from said variant HBV contained in or fused to an amount of a baculovirus 
30 genome capable to infect cells and infecting said cells with said construct; 
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contacting said cells, before and/or during, and/or after infection, with the 
agent to be tested; 

optionally further infecting said cells with the same genetic construct or a 
5 genetic construct comprising the genome of HBV wild-type or another HBV variant; 

culturing said cells for a time and under conditions sufficient for the variant 
HBV to replicate, express genetic sequences or assemble if resistant to said agent; and 

10 subjecting the cells, cell lysates or culture supernatant fluid to viral- or 

viral-component-detection means to determine whether or not the variant virus has 
replicated, expressed genetic material or assembled in the presence of said agent. 



13 In a related embodiment, the present invention contemplates an assay for an HBV variant 

I J 15 which exhibits reduced sensitivity to LAM or another agent and which otherwise inhibits 

or reduces infection, replication or assembly and/or release by a reference HBV, said 
variant HBV comprising a nucleotide sequence encoding a single or multiple nucleotide 
13 substitution, addition and/or deletion to the precore nucleotide sequence, and in the DNA 

polymerase gene and optionally the HBsAg nucleotide sequence said method comprising:- 

20 

generating a genetic constmct comprising a replication competent amount 
of the genome from said variant HBV contained in or fused to an amount of a baculovinis 
genome capable to infect cells and infecting said cells with said construct; 

25 contacting said cells, before, and/or during, and/or after infection, with the 

agent to be tested; 



30 



optionally further infecting said cells with the same genetic construct or a 
genetic construct comprising the genome of HBV wild-type or another HBV variant; 
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culturing said cells for a time and under conditions sufBcient for the variant 
HBV to replicate, express genetic sequences or assemble if resistant to said agent; and 

subjecting the cells, cell lysates or culture supernatant fluid to viral- or 
5 viral-component-detection means to determine whether or not the variant virus has 
replicated, expressed genetic material or assembled in the presence of said agent. 

Preferably, the HBV variants according to these aspects of the present invention has a 
precore gene and BCP mutation as listed in Table 1. In a particularly preferred 
10 embodiment, the precore or a BCP mutation is selected from A1814T, C1856T, G1896A, 
G1897A, GI898A, G1899A, G1896A/ G1899A, A1762T/ GI764A, T1753C, G1757A and 
C1653T (where the niunbering is from the unique EcoRl site in HBV). Preferably, the 
mutation of the DNA polymerase gene [and HBsAg] is L526M+M550V [Ml 951] or 
M550I [W196L, W196S or W196STOP]. 

15 * 
Another example of a variant to be tested in accordance with the present invention is one 
with an altered immunological profile. Such a variant would substantially not be affected 
by a neutralizing immune response directed to a conventional HBV vaccine such as a 
vaccine comprising a reference HBV or a surface component thereof Similarly, the variant 

20 HBV may substantially not be affected at the infection, replication, assembly or release 
level or another level during the life cycle of the HBV by an agent which is capable of 
inhibiting or reducing infection, replication, assembly or release of a reference HBV. The 
expression "substantially not affected" includes reduced susceptibility to the immune 
response generated by a vaccine or reduce susceptibility to chemical agents such as 

25 nucleoside analogues which target HBV genes such as the DNA polymerase. Due to the 
overlapping nature of reading frames for DNA polymerase and certain viral surface 
components, an altered surface component may have a coiresponding alteration in the 
DNA polymerase. 



30 A preferred surface component of the HBV of the present invention is HBsAg. It is 
proposed in accordance with this aspect of the present invention that the HBsAg of the 
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HBV variants exhibit an altered immune profile relative to an PIBsAg from a reference 
HBV. For the purposes of the present invention, a reference HBV conveniently comprises 
an HBsAg with an amino acid sequence substantially as set forth by Norder et al (1) and 
Stuyver et al (2) which encompasses all known genotypes of HBV (currently A through 
5 G). The assay of the present invention can be used to screen for the effect of the altered 
HBsAg on the sensitivity of a variant HBV to a particular agent. 

The present invention extends, therefore, to any single or multiple amino acid substitution, 
addition and/or deletion or truncation in the amino acid sequence of HBsAg relative to the 
1 0 amino acid sequence set forth in Formula 11 below as defined by a single or multiple amino 
acid substitution, addition and/or deletion to the catalytic region of the HBV DNA 
polymerase set forth above in Formula 1. 

The amino acid sequence of an HBsAg and which is considered to define a reference HBV 
15 is set forth below in Formula H;- 

FORMULAH 

M Xi X2 X3 X4 S G Xs L X6 P L X7 V L Q A Xg X9 F Xio L T Xn I Xi2 X13 1 P Xm S L 

20 Xi5 S W W T S L N F L G X16 Xi7 Xu X19 C X20 G X2, N X22 Q S X23 X24 S X25 H X26 P 
X27X28CPPX29CX30GYRWMCLX31RFIIFLX32ILLLCLIFLLVLLD 

X33 Q G M L X34 V C P L X35 P X36 X37 X38 T T S X39 X40 X41 C X42 T C X43 X44 X45 X46 
Q G X47 S X48 X49 P X50 X51 C C X52 K P X53 X54 G N C T CI P I P S X55 W A X56 X57 
X58 X59 L W E X60 X61 S X62 R X63 S W L X64LLX65X66 F V Q X67 Xfis X^g X70 L X71 P 
25 X72 V W X73 X74 X75 1 W X76 X77 W X78 W X79 P Xao Xsi X82 Xg3 1 Xg4 Xss P F Xge P L L 

P I F X87 XgS L Xgg X90 X9] I 

wherein: 

30 Xi isEorGorD; 
X2 isNorS orK; 
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^0 



m 



o 







is I or T; 




X4 


is T or A; 




Xs 

"* ■'J 


is F or L; 




X6 


is G or R; 


5 


X7 


isLorR; 




Xg 


isGorV; 




X9 


is F or C; 






is Lor S or W; 




Xn 


isRorK; 


10 


Xl3 


is L or R; 




Xi3 


is T or K; 






is Q or K; 




Xi5 


is D or H; ^ 




X16 


is G or E or A; 


15 


Xl7 


is S or A or V or T or 




Xi8 


is P or T; 




Xig 


is V or R or T or K or G; 




X20 


is L or P; 




X21 


is Q or L or K; 


20 


X22 


is S or L; 




X23 


is P or Q; 




X24 


is T or I; 




Xl5 


isNorS; 




X26 


is S or L; 


25 


X27 


is T or I; 




yv2g 


is S or C; 




X29 


is I or T; 




X30 


is P or A; 




X3I 


is R or Q; 


30 


X32 


is F or C; 




X33 


is YorC; 
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is P or H or S; 






is I or L; 






is G or R; 




Xl7 


is S or T; 


5 


Xis 


is T or S; 






is T or V or A; 






is G or E orQ; 






is P or A or S; 




yv42 


isKor R; 


10 

i u 




is T or M: 




Xaa 


is T or I or S or A; 






is P or T or A or I or L; 






is A or V; 






is N or T; 


15 




is M or K or L; 




XdQ 


is F or Y or I; 






is S or Y; 




Xsi 


is C or S; 






is T or lor S; 


20 


X53 


is T or S; 




X54 


is D or A; 




X55 


is S or T; 




X56 


is F or L; 




X57 


is A or G or V; 


25 


X58 


is K or R or T; 






is Y or F; 




X60 


is W or G; 




X6l 


is A or G; 




X62 


is V or A; 


30 


X63 


is F or L; 




X64 


is S or N; 
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X65 


is V or A; 






is P or Q; 






isWorCorS; 




Xis 


is For C; 


5 


X69 


is V or D or A; 




X70 


isGorE; 




X71 


is S or F; ^ 




X72 


is Tor I; 




X73 - 


isLorP; 


10 


X74 


is S or L; 






is A or V; 




X76 


is M or I; 






is M or I; 




X78 


isYorF; 


15 


X79 


is G or E; 




Xgo 


isS orNor K; 




Xsi 


is L or Q; 




Xa2 


is Y or F or H or 




X83 


is S or GorNor 


20 


X84 


is V or L; 




Xgs 


is S or N; 






is I or M or L; 




X87 


is F or C; 




Xga 


isCorY; 


25 


X89 


is WorR; 




X90 


is V or A; and 




X91 


is Y or I or S. 



Accordingly, another aspect of the present invention provides a method for detecting a 
30 variant HBV having an altered sensitivity to an agent, the said variant HBV comprising a 
surface antigen having an amino acid sequence with a single or multiple amino acid 
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substitution, addition and/or deletion or a truncation compared to a surface antigen from a 
reference HBV such that an antibody generated to the reference surface antigen exhibits 
altered capacity for neutralizing said HBV variant said method comprising: 

5 generating a genetic construct comprising a replication competent amount 

of the genome from said variant HBV contained in or fused to an amount of a baculovirus 
genome capable to infect cells and then infecting said cells with said construct; 

contacting said cells, before, and/or during, and/or after infection, with the 
10 agent to be tested; 

culturing said cells for a time and under conditions sufficient for the variant 
HBV to replicate, express genetic sequences or assemble if resistant to said agent; and 



15 subjecting the cells, cell lysates or culture supernatant fluid to viral- or 

viral-component-detection means to determine whether or not the variant virus has 
O replicated, expressed genetic material or assembled in the presence of said agent. 



The amino acid sequence of the HBsAg of the reference HBV is as set forth in Formula II 
20 above. 

Generally, the method of the present invention is capable of detecting an HBV variant 
which may be regarded as an escape mutant which it is substantially incapable of being 
adversely effected by chemical therapy directed against' the HBV polymerase or vaccine 
25 therapy directed against the surface antigen. The temi "escape" mutant also encompasses 
reduced susceptibihty to chemical or vaccine therapy directed to the reference HBV. 

More particularly, another aspect of the present invention provides a method for detecting 
a variant HBV which is capable of replicating in the presence of an agent which inhibits or 
30 reduces replication of a reference HBV, said reference HBV comprising a surface antigen 
having an amino acid sequence with a single or multiple amino acid substitution, addition 
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and/or deletion or a truncation compared to a surface antigen from a reference HBV such 
that an antibody generated to the reference surface antigen exhibits altered capacity for 
neutralizing said HBV variant said method comprising:- 

generating a genetic construct comprising a replication competent amount 
of said variant HBY genome contained in or fused to an amount of a baculovirus genome 
capable to infect cells and then infecting cells with the construct; 

contacting said cells, before and/or during, and/or after infection, with the 
agent to be tested; 

culturing said cells for a time and under conditions sufficient for the variant 
HBV to replicate, express genetic material or assemble if resistant to said agent; and 

subjecting the cells or cell lysates to viral- or viral component-detection 
means to detennine whether or not the variant virus has replicated, expressed genetic 
material or assembled in the presence of said agent. 

The present invention also extends to changes in the HBsAg following immunological 
selection based on vaccines comprising HBsAg or a derivative thereof or an HBV 
comprising same and wherein the HBsAg comprises an amino acid sequence substantially 
as set forth in Formula II. 

An "agent" therefore extends to a chemical agent (e.g. nucleotide and nucleoside 
analogues and non-nucleoside analogues), an immunological agent (e.g. antibodies or 
cytokines) or other therapeutic molecule. One group of agents contemplated by the present 
invention are non-nucleoside analogue reverse transcriptase, inhibitors (such as but not 
limited to AT-61 a phenylpropenamide derivative; 16) and non-nucleoside analogue DNA 
dependent DNA polymerase inhibitors. A group of nucleoside analogues contemplated 
herein comprises 3TC, PMEA and PCV and related molecules. 
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Reference to an altered immunological profile in accordance with the present invention in 
relation to the surface antigen includes reference to an altered humoral or T cell response. 
Examples of an altered immunological proSle include altered specificity to antibodies, 
altered amino acid sequences of an epitope or within the "a" determinant, an altered 
capacity to induce proliferation of T ceUs primed to an HBsAg from a reference HBV. 
Preferably, the altered immunological profile means that neutralizing antibodies which are 
capable of substantially neutralising or otherwise reducing serum or blood levels of the 
reference HBV are substantially incapable of or exhibit reduced capacity to neutralize 
and/or clear the variant HBV. 



10 



The HBsAg mutations of the present invention may also be defined in terms of a 
corresponding mutation in the HBV DNA polymerase. A mutation in the HBV DNA 
polymerase may be in amino acids 421-431, 426-436, 431^1, 436-446, 441-451, 446- 
456, 451-461, 456-466. 461-471, 466-476, 471-481, 476-486, 481-491, 486-496, 491-501, 
jS 15 496-506, 501-511, 506-516, 511-521, 516-526, 521-531, 526-536, 531-541, 536-546, 541- 

551, 546-556, 551-561, 556-566, 561-571, 566-576, 571-581, 576-586, 581-591, 586-596, 
591-601, 596-601 (referring to the amino acid numbering in Figure 2). 



Preferred HBV DNA polymerase mutations include L426W, L428I/V, Q476, N480G, 
20 N485K, K495R, R499Q, G499E, W499Q, F512L, I515L. V519L. L526M, M550V, 
M550I, V553I, S565P. Usefiil multiple mutants include L526M/M550I, L526M/M550V, 
V5 19iyL526M/M550V and V5 19L/L526M/M550I. 

Preferred mutations in the amino acid sequence of HBsAg are amino acid substimtions, 
25 deletions and/or additions or truncations in amino acids 1-10, 5-15, 10-20, 15-25, 20-30, 
25-35, 30-40, 35-45. 40-50, 45-55, 50-60, 55-65. 60-70. 65-75. 70-80, 75-85. 80-90, 85-95, 
90-100, 95-105, 100-110, 105-115, 110-120, 115-125, 120-130, 125-135. 130-140, 135- 
145, 140-150, 145-155, 150-160, 155-165, 160-170, 165-175, 170-180, 175-185, 180-190, 
185-195, 190-200, 195-205, 200-210, 205-215, 210-220, 215-225, 220-226 (referring to 
30 the numbering of Formula U) of HBsAg. Particularly usefiil mutations are Gl 12R, T123P 
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Y/F134S. DI44E, G145R, A157D, E164D, F170L, M195I, W196L, W196S, W196STOP, 
Ml 981, W199S, S204T and S210R. The tenn "stop" means a stop codon. 

Even more preferred mutations are D144E, G145R, A157D, EI64D, M195I, W196L, 
5 W196S, W196STOP. M198I, W199S and S210R. 

Particularly preferted precore gene and BCP mutations are selected from A1814T, 
C1856T, G1896A, G1897A, G1898A, G1899A, G1896A/ G1899A, A1762T/ G1764A, 
T1753C, G1757A and C1653T (where the numbering is from the unique £coRl site in 
10 HBV). 

The present invention extends to combinations of two or more of the above mutations such 
as but not limited to a precore mutation and a mutation in. the DNA polymerase and 
optionally the overlapping HBsAg nucleotide sequences resulting in, for example, reduce 
1 5 sensitivity to LAM. Examples of the latter include but are not limited to a precore mutation 
such as G1896A with L526M+M550V [M195I] or M550I [W196L, W196S or 
W196STOP]. 

The altered HBsAg molecules ai the HBV variants of the present invention may also be 
20 defined at the nucleotide iBvel. The nucleotide sequence encoding the HBsAg from a 
reference HBV is set ford/below in Formula IH:- 

FORMULAIII 

25 ACN, AAACCTN2N3GGAN4GGAAAN5TGCACN6TGTATTCCC 
ATCCCATCNTTCNgTGGGCTTTCGNoAANioATNu CCTATGGG 
AGN12GGGCCTCAGN13CCGTTTCTCN14TGGCTCAGTTTACT 
AGTGCCATTTGTTCAGTGGTTCGN15AGGGCTTTCCCCCAC 
TGTNi6TGGCTTTCAGNi7TATATGGATGATGTGGTNi8TTGG 

30 GGGCCAAGTCTGTACAN19CATCN20TGAGTCCCTTTN21TN22 



^>Ofo^zpL6upIJol^33T^7«LJBtlhtaiIiiApcl«t«tul 
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CCN23CTN24TTACCAATTTTCTTN2STGTCTN26TGGGN27ATAC 
ATT 



wherein: 







N, 


is A or C; 






N2 


is Tor A; 






N3 


isCorT; 






N4 


isCorT; 




10 


N5 


isCorT; 






Nfi 


isCorT; 


^0 




N7 


is A or G; 






Ns 


is T or C; 


- ^ 




N, 


isCorG; 


s 


15 


N,o 


is G or A; 


i 

3 




N„ 


is T or A; 






Nu 


is T or G; 


i ^ 
\ srf 




Nl3 


is T or C; 


S ' " 




N,4 


is C or T; 




20 


Ni5 


is T or C; 






N,6 


is T or C; 






N,7 


isTorC; 






Nl8 


is A or T; 






Ni9 


is A or G; 




25 


N20 


is T or G; 






N21 


is A or T; 






N22 


is A or G; 






N23 


is T or G; 






N24 


is A or G; 




30 


N25 


is T or C; 






N26 


is T or C; 



and 




N27 is T or C. 

Accordingly, another aspect of the present invention provides an assay for an HBV variant 
which an altered sensitivity to an agent, said variant HBV comprising a nucleotide 
sequence comprising a single or multiple nucleotide substitution, addition and/or deletion 
to the nucleotide sequence set forth in Formula III and which HBV variant has a surface 
antigen exhibiting aa altered immunological profile relative to a surface antigen defined by 
Formula n said method comprising:- 

generating a genetic construct comprising a replication competent amount 
of the genome fi-om said variant HBV contained in or fiised to an amount of a baculovirus 
genome capable to infect cells and infectiog said cells with said construct; 

contacting said cells, before, and/or during, and/or after infection, with the 
agent to be tested; 

optionally further infecting said cells with the same genetic construct or a 
genetic construct comprising the genome of HBV wild-type or another HBV variant; 

culturing said cells for a time and under conditions sufficient for the variant 
HBV to replicate, express genetic sequences or assemble if resistant to said agent; and 

subjecting the cells, cell lysates or culture supernatant fluid to viral- or 
viral-component-detection means to detemiine whether or not the variant virus has 
rephcated, expressed genetic material or assembled in the presence of said agent. 

Generally, the effective amount of HBV genome required to be inserted into the 
baculovirus genome is fimctionally equivalent to but comprises more than 100% of an 
HBV genome. For example, constructs containing approximately 1.05, 1.1, 1.2, 1.28, 1.3, 
1.4, 1.5 and 1.6-1.9, 2.0 and 3.0 times the HBV genome are particularly useful. 




Any cells which are capable of infectioa by baculovirus may be used in the practice of the 
present invention. The hepatoblastoma cell line, HepG2, or its derivatives, is particularly 
useful and is capable of in vitro cell culture. Huh-7 cells may also be used. Alternatively, 
any hepatocyte cell line and primary hepatocyte cell culture may be used. 

For convenience, a genetic construct comprising an HBV genome and an infection 
effective amount oL baculovirus genome is referred to herein as "HBV baculovirus", 
"recombinant HBV baculovirus" and "HBV baculovirus vector". Recombinant HBV 
baculovirus is an efficient vector for the delivery of HBV genetic information to human 
cells and can be used to initiate HBV gene expression and replication in the cells. HBV 
transcripts, intracellular and secreted HBV antigens are produced and replication occurs as 
evidenced by the presence of high levels of intracellular, replicative intermediates and 
protected HBV DNA in the medium. Viral CCC DNA can be detected indicating that, in 
this system, HBV core particles are capable of delivering newly synthesized HBV 
genomes back into the nucleus of infected cells. Strong HBV gene expression can be 
detected as early as one day post-infected (p.i.) High levels of HBV replicative 
intermediates, extracellular DNA, and CCC DNA persist through at least 11 days p.i. 
Endogenous HBV enhancers and promoters may be used to obtain high levels of HBV 
expression and replication in the cells. 

The level of HBV expression and replication in the cells infected with HBV baculovirus 
can be altered over a considerable range simply by changing the moi. 

Furthermore, co-infection or superinfection may occur Using tfie genomes from two or 
more types of HBV such as two or more HBV variants or a variant and a wild-type strain. 
In this regard, a number of quasi-species of HBV are generally isolated from subjects 
infected with HBV which consists of two or more HBV variants, or a variant (or variants) 
and a wild-type strain. It is important, in some circumstances, to test for these quasi species 
and to determine the altered sensitivity or resistance of the quasi-species to the therapeutic 
agents. Nucleic acid or antibody detection systems may be used to detect relative amounts 
of the different HBVs. This is important for the development of therapeutic protocols 
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which will need ,o be effecSve as»s.HBV variant of a single species as well as mnldpl. 
HBV vanants including the wild type strain. 

Reference to "HEV or i. ..co„" i. relation ,0 .he de.ecdon assa, includes 
reference to the presence of RNA, DNA. andjenic molecules or HBV-specific activities 
Conv«„en.Iy. the assay is conducted ,uandu,e,y, partially quandtivcly or ,ualidvely' 
Most preferably, togl HBV RNA or DNA is detected which provides an amount of RNA 
or DNA m a>e presence of a particular ag«t When d,e HBV variant is more resistant ,0 a 
pardcular agent relative ,0 a „ild-t>pe strain, then a graphical representation of total RNA 
or DNA .ersu. concentradon of agent is liiely ,0 result in a reduced gradient of irtdbidon 
and/or an mcrease in the concentradon of agent required before inhibidon of RNA or DNA 
generation. 

^"^--P^c'ofS.epre.ea.invendonprovidesame.hodformedetecdonofpolyn.erase 
15 acdvrty ftom HBV pardc.es isolated irom variant HBV baculovir^ infected ceUs and 
detennming the sensidvity of said polymerase to nucleoside diphosphate analogues or 
non-nucleoside analogues reverse ^ansciptase inhibitors or non-nucleoside analogues 
DNA dependent DNA polymerase irhibitors. The HBV pardcles can be collected fiom 
v^an. HBV eel, cu,n.e fluid, eel, lysa.es or mfected cells. This assay will dCermine d.e 
effec, of tte said nucleoside Hphosphate analo^es or non-nuCeoside analogies reverse 
ttanscnptase inhibitors or non-nucleoside analogues DNA dependent DNA polymerase 
inhibitors on the reference HBV and variant HBV. 

r Acoordingiy. this aspect of the present invendon provides , method for detecting a van'ant 
HBV compnsmg DNA pol>™erase which exhibits an altered sensidvity ,0 an agent, said 

method comprising:- 

generating a genetic constnict comprising a replication competent amount 
of the genome from said variant HBV contained in or il.ed to an amount of a baculovirus 
30 genome capable to infect cells and then infecting said cells with said constnicf 




optionally further infecting said cells with the same genetic construct or a 
genetic construct comprising the genome of HB V wild-type or another HBV variant; 

culturing said cells for a time and under conditions sufScient for the variant 
HBV to replicate, express genetic sequences and/or assemble and/or release virus or vims- 
like particles; and 

subjecting the cells, cell lysates or culture supernatant fluid or HBV 
particles purified therefrom to a HBV DNA polymerase assay in the presence or absence 
of nucleoside triphosphate analogues or non-nucieoside analogues reverse transcriptase 
inhibitors or non- nucleoside analogues DNA dependent DNA polymerase inhibitors. 

A further aspect of the present invention provides a method for detecting a variant HBV 
comprising DNA polymerase which exhibits an altered sensitivity to an agent said method 
comprising:- 

generating a genetic construct comprising a repEcation competent amount 
of the genome from said variant HBV contained in or fused to an amount of a baculovirus 
genome capable to infect cells and then infecting said cells with said construct; 

optionally contacting said cells, before and/or after infection, with the agent 

to be tested; 

optionally further infecting said cells with the same genetic construct or a 
genetic construct comprising the genome of HBV wild-type or another HBV variant; 

culturing said cells for a time and under conditions sufficient for the variant 
HBV to replicate, express genetic sequences and/or assemble and/or release vims or vims- 
like particles if resistant to said agent; and 



3 
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subjecting the cells, cell lysates or culture supernatant fluid or virus purified 
therefrom to HBV DNA polymerase assay in the presence or absence of nucleoside 
triphosphate analogues or non-nucleoside analogues reverse transcriptase inhibitors or non- 
nucleoside analogues DNA dependent DNA polymerase inhibitors. 

5 

Yet a further aspect of the present invention contemplates a method of detecting DNA 
polymerase activity-b the presence of an antiviral agent, said method comprising;- 

generating a genetic construct comprising a replication competent amount 
10 of a genome from said an HBV capable of producing said DNA polymerase, said genome 
contained in or fiised to an amount of a baculovirus genome capable to infect cells and 
then infecting said cells with said construct; 

contacting said cells, before and/or after infection, with the antiviral agent 

15 to be tested; 

optionally further infecting said cells with tiie same genetic construct or a 
genetic construct comprising the genome of HBV wild-type or another HBV strain; 

20 culturing said cells for a time and imder conditions sufficient for the HBV 

to replicate, express genetic sequences and/or assemble and/or release virus or virus-like 
particles if resistant to said strain; and 

subjecting the cells, cell lysates or culture supernatant fluid or virus purified 
25 therefrom to HBV DNA polymerase assay in the presence or absence of nucleoside 
triphosphate analogues or non-nucleoside analogues reverse transcriptase inhibitors or non- 
nucleoside analogues DNA dependent DNA polymerase inhibitors. 



The present invention is ftirther described by the following non-limiting Examples. 
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EXAMPLE 1 
Overlapping genome ofHB V 

The overlapping genome of HBV is represented in Figure 1. The gene encoding DNA 
5 polymerase (P), overlaps the viral envelope genes, Pre-Sl and Pre-S2, and partially 
overlaps the X and core (C) genes. The HBV envelope comprises small, middle and large 
HBV surface antigens. The large protein component is referred to as the HBV surface 
antigen:(HBsAg) and is enclosed by the S gene sequence. The Pre-Sl and Pre-S2 gene 
sequences encode the other envelope components. 

10 

EXAMPLE 2 

Amino acid consensus sequence of HB VDNA polymerase 

The amino acid consensus sequence for HBV DNA polymerase protein from genotypes A 
1 5 through G is shown in Figure 2. 

EXAMPLES 
Consensus sequence ofHBsAg 

20 The nucleotide sequence from various strains of HBV encoding the surface antigen is 
shown in Figiu-e 3. The amino acid sequence of the surface antigen beginning at amino 
acid 108 is showm above the nucleotide sequence, 

EXAMPLE 4 

2 5 HB V variants produced by site directed mutagenesis 

Table 1 provides a summary of some of the HBV variants produced by site directed 
mutagenesis. 
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TABLEl 



HBV variants produced by site directed mutagenesis 



m 





9. M550V (C domain) 



10. M550I (C domain) 



11. V553I (C domain) 



12. V55EI (C domain) 



W196S 



M198I 



W199S 



14. L526M/M550V 



15. L526M/M550I 



16. L426I/M550I 



17. L426V/M550I 



mm 



erase: 



18. V519L/L526M/M550V 



19. V519IVL526M/M550I 



20. L426I/L526M/M550I 



21. L426V/L526M/M550I 




C1856T 
G1896A 
G1897A 




S210R 



WI96S 



W196S 



W196S 



E164D/M195IAV196L 



E164D/W196S 



W196S 



W196S 
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illil 


T175C 




G1757A 




G1653T 





EXAMPLES 
Cell culture 

Sf21 insect cells were maintained in supplemented Grace's insect medium further \ 
supplemented with 10% v/v heat-inactivated fetal bovine serum (Gibco BRL, j 
Gaithersburg, MD) in humidified incubator at 28'C with COj. HepG2 cells were ; 
maintained in minimal essential medium supplemented with 10% v/v heat-inactivated fetal • 
10 bovine serum (MEM-FBS). HepG2 cells were grown in humidified 37''C incubators at 5% 
v/v COi. 



15 



EXAMPLE 6 

PREPARA TION OF BA CULOVIRUS TRANSFER VECTOR 



A recombinant transfer vector was created by excising a fragment containing the required 
amount of variant HBV genome construct and cloning it into the multiple cloning region of 
a baculovirus vector such as pBlueBac4.5 (Invitrogen, Carlsbad, CA). Figures 4A and 43 
show a representation of the plasmid encoding the recombinant transfer vector 1 .28 and the 

20 1.5 HBV genome construct, respectively. Similar beculovinis transfer vectors may also be 
constructed ftom an HBV 1.3 construct. A diagrammatic representation of the recombinant 
transfer vector HBV 1.3 is shown in Fijgurc 1 of International Patent Application No. . 
PCT/US99/01153 [WO 99/37821]. Analysis of recombmant transfer vector by restriction 
mapping demonstrated the presence of only one copy of the HBV genome portion in the 

25 construct. The nucleotide sequence of the plasmid and the point mutations generated by 
site directed itiutagenesis were confirmed by sequencing using the ABI Prism Big Dye 
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Tennmator Cycle Sequencing Ready Reaction Kit according to the maniifacturer's 
specifications (Perkin Elmer, Cetus Norwalk, CT). 

EXAiMPLE 7 

5 The sequence of L2S HBV genome and the 1.5 HB V genome 

The sequence of thej.28 and tlie 1.5 IIBV genome (Figures 5 A and 5B, respectively) were 
elucidated using the ABI Prism Big Dye Terraioaior Cycle Sequencing Ready Reaction Kit 
according to the manufacturer's specifications (Pertan Ehner, Cetus Norwalk, CT). 

10 

EXAMPLE 8 

Generation of recombinant baculoviruses containing the 
L28,L5 or 13 HBV construct 

15 Purified recombinant transfer vector- and linear AcMNfV baculovirus DNA were co- 
transfected into Sf21 cells using the BacNBbe transfazftion kit from Invitrogen (Carlsbad, 
CA); recombinant viruses were isolated by plaque/^say according to the manufacturer's 
instructions. A series of recombinant vinisesyvere amplified firora isolated plaques by. 
infecting 100-mm dishes of Sri 1 cells. Vir^DNA was extracted from amplified viruses 
20 using standard procedures. Purified viralONA was digested \yi\h restriction enzymes and 
then fractionated by electrophoresis in a 1.0% v/v agarose gel. Southern blotting was 
performed to detenr.ine which vinKs isolates contained the intact 1.28, 1.5 or 1.3 HBV 
construct, A Boehringer Mannb6im P^andom Prime DNA Labeling kit {Indianapolis, IN) 
was used to generate [P^'Vradiolabclsd probes. A full-length double-stranded HBV 
25 genome was used as a template for all radiolabeled probes. Viral DNA sequence was 
confirmed by PCR amimfication of the pol>merase catalytic region using the sense primer 
S'-GCC TCA TTT/TGT GGG TCA CCA TA-3' [<400>1], (nucleotide 1408 to 1430 
according to HByGenebank Accession number M38454) and the antisense primer 5'-TCT 
CTG ACA TAC TIT CCA AT-3' [<400>2] (nucleotides 2817 to 2798 according to HBV 
30 GenebankyAccession number M38454). The following primers were utilized for the 
sequenci4 of internal regions 5--TGC ACG ATT CCT GCT CAA-3' [<4G0>3] 



I: 
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(nucleotides 2345-2362 accordin/to HBV Genbank Accession number M38454) and 5'- 
TTT CTC AAA GGT GGA^e^AC AG-3' [<400>4] (nucleotides 1790-1810 according to 
HBV Genbank Accessioyfumber M38454). 

EXAMPLE 9 
Preparative baculovirus amplification attd purification 

Baculoviruses were ampUfied by infecting suspension cultures of SOI cells in log phase at 
a multiplicity of infection (moi) of 0.5 pfu/cell. Infections were allowed to proceed until a 
majority of the cells in the flasks showed visible signs of infection (four to five days). 
Virions were concentrated from infected Sf21 medium by centrifugation at 80,000 x g and 
purified through a 20-60% w/v sucrose gradient. Purified virus was titrated in 
quadruplicate in Sf21 cells by end-point dilution. An aliquot of each high titre stock was 
used for DNA extraction. The polymerase gene was amplified and sequenced to confirm 
the presence of the site-directed mutagenesis as in Example 8. 

EXAMPLE 10 

Infection ofHepGl cells with recombinant HBV expressing baculovirus 

HepG2 cells were seeded at approximately 20-40% confluency and then were grown for 
16-24 hours before infection. On the day of infection, hiplicate plates of cells were 
trypsinized, and viable cell number was detemiined with a hemocytometer using Trypan 
blue exclusion. Average cell counts were calculated and used to determine the volume of 
high-titer viral stock necessary to infect cells at the indicated moi. HepG2 cells were 
washed one time with serum-free MEM to remove tiaccs of scrum. Baculovirus was 
diluted into MEM without serum to achieve the appropriate moi using volumes of 1.0, 0.5, 
and 0.25 ml to infect 100-ram. 60 mm, and 35-mm dishes, respectively. Baculovirus was 
adsorbed to HepG2 cells for one hour at 2TC with gentle rocking every 15 minutes to 
ensure that the inoculum was evenly disbibuted. The inoculum was then aspirated and 
HepG2 cells were washed two times with phosphate-buffered saline and refed MEM-FBS 
with or without various concentrations of agents. 



r vpoM;^ utppU^Tiniii 
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EXAMPLE 11 
Analysis of secreted HBV antigens 

Detection of hepatitis B surface antigen (HBsAg) and hepatitis B e antigen (HBeAg) was 
performed by radioimmunoassay and microparticle enzyme immunoassay using kits 
purchased from Abbott Laboratories (Abbott Park, IL). Medium from HepG2 cells was 
collected, centrifuged at 6,000 g to remove cellular debris, transfened to clean tubes, and 
stored at lO'C until analysis. HBsAg amounts were calculated from a standard curve 
constructed using known amounts of HBsAg (provided with the kit). HBeAg values are 
expressed as fold of positive control. Medium samples were diluted appropriately so that 
radioimmunassay results were within the standard curve (HBsAg) or below positive 
control values (HBeAg). 



EXAMPLE 12 
Detection of intracellular replicative intermediates 



HBV core particles were isolated from the cytoplasmic fraction of HepG2 cells lysed in 
0.5% w/v NP-40. Cytoplasmic extracts were adjusted to 10 mmol/1 McC12 and 
unprotected DNA was removed by an incubation to 500 Mg/ml Proteinase K for 1.5 hours 
at 2TC. Following sequential phenol and chloroform extractions, nucleic acids were 
recovered by ethanol precipitation. Nucleic acids were resuspended in 50 ;il/l TE (10 
mmol/1 Tris, 1 mmol/1 ethyl enediaminetetraacetic acid), nonnalized by OD260, and 
digested witii 100 Mg/ml RNase (Boehringer Mannheim, Indianapolis, IN) for one hour at 
37»C before analysis by electrophoresis and Southern blotting. A BioRad GS-670 imaging 
densitometer and the Molecular Analyst software (BioRad, Hecules California) was used 
to analyze suitable exposures of Southern blots. Densitometry data was fitted to logistic 
dose response curves using the TableCurve2D software package from Jandcl Scientific. 
Logistic dose response equations were used to calculate ICjo and ICgo values and co- 
efficients of variation. 
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EXAMPLE 13 
Extracellular HBVJDNA analysis 

Conditioned medium was collected from HepG2 cells and subjected to centrifiigation at 
5 6,000 g for five minutes to remove cellular debris. HBV particles were precipitated with 
10% w/v PEG 800.0 and were concentrated by centrifiigation at 12,000 xg. Viral pellets 
were resuspended iu-l ml of MEM-FBS and divided into two aliquots. One set of aliquots 
was treated with 750 /ig/ml Pronase for one hour and then with 500 mg/ml DNase 1 for 
one hour. Both sets of aliquots were then digested with Proteinase K, and extracted with 
5 10 phenol and chloroform. DNA was precipitated with 0.1 volume of 3 mol/1 sodium acetate 

and 1 volume of isopropanol. Ten micrograms of transfer RNA was added as a carrier 
during precipitation. Pellets were resuspended in 25 fil of TE and digested with 0.5 mg/ml 
RNase for one hour. DNA was then analyzed by electrophoresis and Southern blotting. 



h 

m 



15 EXAMPLE 14 

3TC, PMEA and PCV treatments 

3TC and PCV were a gift from Klaus Esser, SmithKline Beecham, CoUegeville, PA. 
PMEA was obtained from Gilead (Foster City, California). 3TC was resuspended in sterile 

20 water, aliquoted, and frozen at -20°C to avoid repeated freezing and thawing of the drug. 
PMEA was resuspended in sterile water after the pH was adjusted to 7.0 with NaOH. PCV 
was resuspended in dimethyl sulphoxide. Medium containing 3TC was prepared daily as 
needed using fresh aliquots of 3TC. In experiments in which 3TC treatment was mitiated 
after viral infection, HepG2 cells were exposed to the indicated concentration of 3TC 

25 immediately after infection with HBV baculovinis. In experiments utilizing pretreatment 
with 3TC, cells were fed medium containing 3TC 16 hours prior to HBV baculovirus 
infection, HBV baculovirus infection was also carried out in medium containing 3TC, and 
cells were refed fresh medium contaming 3TC immediately after completion of the 
infection and washing procedures. Treatment with PMEA and PCV were conducted in a 

30 similar manner. 
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EXAMPLE 15 

1. Antiviral testing performed with wild-type HB V baculovirus 

The dose effect of 3TC and PMEA, on wild-type HBV is shown graphically in Figure 6 
(A, B,) and a Southern Blot of intracellular HBV replicative intermediates and 
extracellular virus produced by HepG2 cells transduced with wild-type HBV-baculovirus 
in the presence of increasing concentrations of PCV is shown in Figure 6C and the IC50 for 
each antiviral agent is shown in Table 2. 3TC had the most pronounced effect whereas 
PCV had a modest effect on wild-type HBV replication. 



P:Upa^£;tLaup»lu^3 171710 
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2. Antiviral testing with L526M HB V baculovirus 

Figure 7A shows a pronounced resistance of L526M lo 3TC compared to the wild-type in 
Figure lA in which there was >0.5 log shift in the IC50. No significant change was 
observed with PMEA or PCV (Figures 7B, 7C). 

J, Antiviral testing with L526M/M550VHBV baculovirus 

Figure 8A shows that L526M/M550V is completely resistant to 3TC. There was no 
substantial change to PMEA or PCV (Figures 8B, 8C). 

4, Antiviral testing with M550IHBV baculovirus 

M550I is completely resistant to 3TC (Figure 9A). The M550I HBV baculovirus had a 
similar sensitivity to PMEA as the wild-type vims as in Figure 9B. 
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EXAMPLE 16 

/. Preparation of HB V particles from HB V baculovirus infected cells 

5 HepG2 cells were infected with 1.5 HBV baculovirus at an moi of 50-200. Starting on day 
three post infectioUj conditioned medium was collected from infected cells, centrifuged at 
3000 X g to remove cellular debris, and stored frozen at -20°C. HBV particles were 
concentrated from conditioned medium by ultra-centrifiigation in an SW28 rotor at 27,000 
rpm for 5 hours. Pelleted virus was resuspcnded in a small volume phosphate-buffered 
1 0 saline, aliquoted and frozen at -20'*C. 

2. Endogenous polymerase assay using HBV particles prepared from HBV 
baculovirus infected cells 

15 Aliquots of virus were thawed and brought to a final concentration of 0.5% NP-40, 2.5 
mM Tris pH 7.5, and 6 mM DTT for 10 minutes at room temperature to disrupt the viral 
envelope. The virus solution was then brought to 150 mM NaCl, 10 mM MgCl2, 20 mM 
KCL and 10 mM dATP, dGTP and dTTP. 10 mC of ^^P-labled dCTP (approximately 0.2 
mM) was added and the reaction was incubated at 37°C for 40 minutes to allow the HBV 

20 polymerase to extend the viral DNA genome. In order to stop the reaction it was adjusted 
to 0.5% SDS. 25 mM Tris, and 10 mM EDTA. The reaction mixture was digested with 500 
figfml of proteinase K overnight at 3TC and HBV DNA was purified from by one 
extraction with 1:1 phenolxhloroform followed by ethanol precipitation. DNA pellets were 
resuspended in a small volume of water and electrophoresed through 1% w/v agarose gels 

25 for 2 hours. Gels were dried using a Biorad gel dryer and autoradiography of the dried gels 
was performed to visualize the amount of ^^P-labclIcd dCTP incorporated into HBV 
genomes by HBV polymerase. 
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An assay to measure the competition of radio-labelled [a ^^PJ-dCTP incorporation 
by cold dCTP using the endogenous polymerase assay using HBV PARTICLES 
prepared from baculovirus infected cells 



5 Polymerase assays were perfonned as described above except that cold dCTP was added to 
each reaction to copipete with the incorporation of labelled dCT?! In separate reactions, ► 
concentrations of OJ, 1, 10, 100, and 1000 mM were added at the same time as labeUed 
dCTP and the polymerase reactions were allowed to proceed. After an extraction of viral 
DNA and analysis by gel electrophoresis and autoradiography, the amount of labelled 
10 DNA from each reaction was quantified by densitometery of the audioradiogram. 
Densitometry data were fitted to logistic dose response curves using Tablecurve2D 
software. Figure 10 shows the effect of the competition of cold dCTP on ^^P-Iabelled 
dCTP. 



15 4. An assay which can be used to measure the efficacy of an antiviral agents in an 
endogenous polymerase assay, using HBV particles prepared from baculovirus 
infected cells 

In an analogous manner, to that described in the above example, the efficacy of antiviral 
20 agents such as nucleotide triphosphates and non-nucleoside analogue polymerase inhibitors 
in inhibiting the catalytic activity of the HBV polymerase can be tested using this assay. 
The nucleoside triphosphates includes compounds such as 3TC-triphosphate, PMEA- 
triphosphate or PCV- triphospahte. Polymerase assays can be performed as described in 
Example 20 part (2), except that various concentrations of an antiviral agent can be added 
25 to each reaction to compete with the incorporation of labelled dCTP or another 
radiolabeled deoxynucleotide triphosphate. In separate reactions, various concentrations 
of the agents are added at the same time as labelled dCTP and the polymerase reactions are 
allowed to proceed. After an extraction of viral DNA and analysis by gel electrophoresis 
and autoradiography, the amount of labeUed DNA from each reaction is quantified by 
30 densitometery of the audioradiogram. Densitometry data is fitted to logistic dose response 
curves using TablecurveZD software. 



ft. 
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EXAMPLE 17 

L Antiviral testing of the precore mutant (G1869A) HBV baculovirus 

In this study, comparable HBV DNA production by wild-type (1.3 x genomic length HBV) 
and the precore mutant HBV was found using the recombinant HBV-baculovirus system. 
The dose effect of lamivudine. adefovir, and penciclovir on the wild-type HBV 
/bacuolvirus virus and the precore mutant (G1896A) HBV are shown m Figure 11 (A, B, 
C) and the calculated IC50 is shown in Table 3. HBV with the specific mutation of 
G1896A seemed to be at least as sensitive for adefovir, and may be more sensitive to 
lamivudine and penciclovir compared with wild type HBV, 

2 Antiviral testing with the precore mutant (G1869A), anD L526M/M550V or M550I 
HBV baculovirus 

Intracellular HBV DNA and extracellular virus produced by HepG2 cells transduced with 
various recombinant HBV^aculovirus (including L526M/M550V, 
precore/L526M/L550V, M550I and precore/M550I) are shown in Figure 12. The HBV 
DNA yield from the various mutants showed that wild-type and precore mutant were 
comparable, the M550I and L526M/M550V mutants showed much lower HBV DNA 
production than wild-type, and the precore/M550I and precore/L526M/552V mutants had 
similar levels of DNA production (both intracellular and extracellular) as the precore 
mutant. The presence of M550I and L526M/M550V changes did not seem to diminish 
their replication fitness compared to the precore mutant. 

Intracellular HBV DNA and extracellular virus produced by HepG2 cells transduced with 
various recombinant HBV-baculovirus (including M550I, precore/M550I, L526M/M550V 
and precore/L526M/L550V) in the presence of adefovir, or lamivudine or penciclovir are 
shown in Figure 13 (A-F) and the calculated IC50 for adevoir is shown in Table 4. The 
adefovir concentration required to inhibit HBV replication (intracellular single-stranded 
DNA) by 50% (IC50) was 0.94 ^iM and 0.93 for the recombinant HBV-baculovirus 
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mutants M550I . and L526M/M550V respectively, and 0.28 jiM and 0.47 \iM for 
precore/M550I and precore/L526M/M550V respectively. The Southern' blots of 
intracellular HBV rq>licative intermediates and extracellular virus produced by HepG2 
cells transduced with respective recombinant HEV-baculovirus showed that for any 
HBV/baculovirus variant encoding the mutations at M550I or L526M/M550V changes 
conferred a high degree of resistance to lamivudine and penciclovir and no dose response 
could be plotted. _ 



TABLE 3 IC50 ofadefovir, lamivudine and penciclovir for wild-type (WT) orprecore 
(G1896A) recombinant HBV/baculovirus 











adefovir 


icss' 


0.235" 


0.195'' 


ICsoC^M) 


ECRd 


0.0535' 


0.025** 


lamivTidine 


ICSS 


0.0697* 


0.0207^ 


ICjo(iiM) 


ECRC 


0.018* 


0.011'' 


penciclovir 


ICSS 


226 


85 


ICsoW 


ECRC 


23 


6 



* average of 2 experiments (0.25 and 0.22 fiM) 

^ average of 2 experiments (0.20 and 0. 19 ^iM) 

^ average of 2 experiments (0.06 and 0.047 ^M) 

^ average of 2 experiments (0.02 and 0.03 fiM) 

' average of 3 experiments (0.067, 0.085 and 0.0572 \M) 

^ average of 3 experiments (0.014, 0.014 and 0.032 yM) 

8 average of 3 experiments (0.022, 0.0293 and 0.0095 [iM) 

^ average of 3 experiments (0.012, 0.01 and 0.01 

j intracellular suigle-strandcd HBV DNA 

j extracellular relaxed circular HBV DNA 
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TABLE4 ICso of adefovir, lamivudine and penciclovir for recombinant HBV- 
baculovirus encoding changes conferring lamivudine resistance with or 
without the precore (G1896A) mutation 
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M550I • 


ICSS 


0.94 


NDR 


NDR 




ECRC 


* 


* 


* 












L526M/M550V 


ICSS 
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NDR no dose response 

* HB V DNA production to low to be measured. 

10 IC SS intracellular single-stranded HBV DNA 
EC RC extracellular relaxed circular HBV DNA 

Those skilled in the art will appreciate that the invention described herein is susceptible to 
variations and modifications other than those specifically described. It is to be understood 
15 that the invention includes all such variations and modifications. The invention also 
includes all of the steps, features, compositions and compounds referred to or indicated in 
this specification, individually or collectively, and any and all combinations of any two or 
more of said steps or features. ' 
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